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tt W K # =» 



Rltttt, «ftv ^{S*S?i n a p, i^^M#p a R, *DK$I 

J^5l**<SBI#»!tt*AfSli|iiftS^#*H^ orfiab EW#flh 

& TaqMan &#h ^tt^^^^^^SI, DNA F**, dNTP; #rft£{t 
^5tp D R^^^*W^^^#^M^ife^^$Sa*a orfiab BftflEftft* 

RNA a 

#RNAo 

3. toUmw* i Hf34W«*JA. J^f^lfftt^W^S* 200-10000 ^iA 

WttfMWHt RNA 

5. $nfc*Jg# 4 M«W«#JA. rt#RB^35^M^^iJ^g P UC18 m 

6. to&M9$. 1 0nfe&toT*fRJ&, ffittmffWh 5' -gtttatcacccgcgaagaag 
-3*^P 5 - tct eta gtt gca tga cag ccc t -3'» 

7. & WJg# 1 #r ^^M. , SARS 8fcW*3&Jfc 5'-FAM-gct cgt gcg tgg 
att ggc ttt gat-TAMRA-3'o 

*8ttft*&H& orfiab Eg@>mMM$£rii> £tt(fc, ##£SJg0r# 

9. *n&«|£$ 8 MWfflt, > pGEM-T 5'-atg 

aat tac caa gtc aat ggt tac-3'fP 5' - cat aac cag teg gta cag eta c-3 , ^#^14#^M^ 

&fflKmnmm%WLimm**+pm&n orfiab Kmmx&m&wino 
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ifL m 



mum 



mm 
mm 

mmMMM&m-ft&mwmMtomm, 2002 z-mt^mrm 

-gftfr®., m 2003 ^ 5 ^, 32 ^B^«EW*?i«£, Wrt%mA%. 
j&Si600O, *ET^N*J 5-10%. tft#314a^^^^^ Severe Acute Respiratory 
Syndrome mn SARS, tf^lSitl? •tit*^^). £ 10 B 13 ^flFftfll 

flyU^IWlF 2003 ¥ 4 £ 16 B^-** 
frtfjTStt^^JIft, SARS coronavirus, $J$fc SARS-COV, 

m "ftmmmm&mftmn". mm^-^m rna mm, mm 
xmm^mm oc43 # 229E mttnmm&j- 60%. sars ^-m^mm^ 
H~mt%m.m.mmn, *iM^ft^witiffi^. iw, &#sars 

TaqMan #Mrt-ffj^ft£A PCR mfe-ftfemfaMmmn mm 

^0 *£b atrus &^ft*m*%$L®xm&naK%&Tm±&i3&mt 

SARS-COV tfji5$ftJ^. {I ATRUS #J HPA-Coronavirus LC RT PCR Reagents 

R%-m pcr rm^mmmm.^, &m®tefc®u*&mmmij%o 

m^XW^mm SARS Coronavirus ^Wt^ (PCR) $UttkMm\±P,&- 
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& m V 



w^w^pSo w$mm sars mmxmm %mmm, 

mmmmmm.mmmm-. m^mmm^z,mmm-, ffi&mj&mi&&mwm 
UctK; m&^mxmmftmmmmm&mwimmmmta. ornab ^.mmh m 

TaqMan 0T«&BIM^^^^B|. DNA frit*. dNTP; 0f 

^^^mp a n^^^l:6<]a^#^ti#*M^^E^#«Sia orflab jxffjft 
^h^RNAo ^^fSPft^ffi^M$l^^tti??l#RNA. 

BJ03 (GenBank AY278490.3) |g 

18181-18200bp^ 18261-18240bp, ^fyfPHft 5' - gtt tat cac ccg cga aga ag -3* 
» 5'- tct eta gtt gca tga cag ccc t -3'. Utt^R TaqMan U^M, 1P£##H«& 
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& m 45 3I3/8J5 



$tMftffim BJ03?E##c (GenBank^-t AY278490.3) % 18212-18235bp,TagMan 
5'-FAM-gct cgt gcg tgg art ggc ttt gat-TAMRA-3'. £ PCR , ft 

m?!J^-^#^*5E^WM^>i-a (in P uci8 MftJtg), M^ftl^* 

^m^^M^.^mm TagManmh i®%mm%%B^ 

asw, ^^^^^±^^^1^^^, pgem-t m.^ 

ffl 3 I 5' - gtt tat cac ccg cga aga aga aag ttc tgc tat gtg gcg c -3'#J 5' - tct eta gtt gca tga 
cag ccc tga gta etc aac caa gtc att -3'T if ft pUC18 ffl&ftWu£&> TigJs , 

&mmm%&m*kmmm®m ornab KK&MMm^. rna. %*ummxL 
&ft%m¥&mmm^mikmmu*$®nmmmm, rt-pcr mm ornab 
m\jmm^m^m^rm, m^mmm^itfsw^m^ rna, 

m «0jft^j^^tt±wMi^. «tt&ft# 

^h^f:>T-a^E&^?y^ 5' - atg aat tac caa gtc aat ggt tac-3'[^^14^*MJ^ifeM^ 
^#BJ03^$^(GenBank^^ AY278490.3)£ 18149-18172bp]*n S'-cataaccag 
teg gta cag eta c-3'[#^14#AM^ifeS^^* BJ03 (GenBank 



03129553.3 ift W # ^4/8^ 

AY278490.3) % 18338-18317bp]W?l^lM^#^^ RT-PCR #5J. # pGEM- 
T mi (Promega &wj) ^±^ri«^W orflab ESHJta&JSJSfc^Kff 
BW*. «^3»jK»«ttftJg#^ftf:* RNA. 

W«»MfettWttXtI«3Rffl«JllA Afll <#fcJM£»#iO HBV, HCV, 
HIV, TP .RSARS^^Ptt). 

£rt#J!IMTftt!l£lE# *t, *I##J PCR ROCHE Lightcycle M PCR &o 
^ttffl^rt #MW^JAK^TBt , *t#WPCRft* MJ DNA Engine Opticon2 
M PCR ft 0 ^JSftTfcA^RlM. BIO-RAD, Applied Biosystems W^W& 



%MW 1 SARS-COV KfrMmM RNA lftfrJ#-fej£# 

& SARS ffl QIAamp Viral RNA Mini Kit (QIAGEN & 

g±&£l£10) i£8**d>NA/g, jBTWW*5l**ITHgDNAlR^I|, ft 
PCR rift: 

5' - atg aat tac caa gtc aat ggt tac-3' 
5' - cat aac cag teg gta cag eta c-3' 
Wmrm, ^pGEM-TJ^ (Promage^wl) M^Bfll T4 
ft Promage &^r*&$BJtf$&ft, ^fil^^ifcAJBff® DH5 a (GIBCO & 

»4k*j5feA»»W«»ftiS. ft UHP£PI*IMMr <J*-fc)> &£. 
IWfc****** 1 ****^ lb KBilfcfciiito**. 

lb «{MNMIrtr*»*. ffl**M*fc»itftftJ& (± 

fci£if£<Blft#&ff!) «FJ|f^#WpGEM-T-SARSJittfflSalIIHa. 
O.S%mm^h%, J&®%Li&&tt i m%Lft&o m RiboMAX™ Large Scale RNA 
Production Systems #ffl£ (Promega &^fai&'&tt>$iffl&Wft$i%.% 
RNA, DNase I Mit DNA, SK7ki£#)/i(tf&lii££#;, DEPC H 2 0 
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U W 45 H5/8I5 



* o m HPA-Coronavirus LC RT PCR Reagents £4t$M& ( ATRUS ) 



Ifc pUC18 J0!& (GBCO M-^T^M&SIWl Tag DNA f££ 

*. «»a»^pcRr«i 

5' - gtt tat cac ccg cga aga aga aag ttc tgc tat gtg gcg c -3' 
5' - tct eta gtt gca tga cag ccc tga gta etc aac caa gtc att -3' 
m-m^m, ^pGEM-T^ft (Promage&^) JI^JsJB T4 &&8|i£&, 
& Pro-mage &3? B A1ft& : tS*ft. StMl^fcraff* DH5 a (GBCO & 

lb ^cBHift^ibMm. 

illto ^HftMAttffl Sail flH9, 0.8%^|IH* 
ft, JRHIi&SlttfliMftiiS. ffl RiboMAX™ Large Scale RNA Production Systems 
ttftjft (Promega&fJ) »0iftW«ttftWJ9ttt#^^* RNA, #fflDNaseI 
«4fcDNA, B» (Tki&ft) /Etf#lJl*Ett, g&*g^DEPCH 2 0+, 1 X 

l.§KJ»$fc: 4.8M«St*W8JI[, 50mMTris; 

2M9MK&IK, 25mMTris, 30%Z i g|; 
4.&&$II: 2mMNaCl,2mMTris, 80%£g|; 
5. ftJM: DEPC^aJlW^tti* 

ttKrJts*tt*^5c*ffl^*3e* pcr mm, pcr 
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1.PCRSM: 1.8mMdNTP, 3.6mMDTT, 3.6mMMgCl 2 , l.luMSIt)— 

#J 5 ' - gtt tat cac ccg cga aga ag -3') , 1.1 u M 31 ( 5'- tot 
eta gtt gca tga cag ccc t -3') ISl buffer; 

2J£M-£$I: 0.6U/ulAMVi£$#^g£, 0.6U/U 1 TagDNA^H, lU/ulRNA 

3.^ff ; 10 u M Wft (iW 5*-FAM-gtt cgt gcg tgg att ggc ttt gat-TAMRA-3*) 

5.^*«: m*wmmm®.m.m\% lXKrVmu lxiovmi, lxiovmi^H 

£ SARS-COV ttM^h^ RNA 

lMMWL: 4.8M^m^M, 50mMTris, 5000 ^JJl/M^ijH^W. RNA; 

3.&&$I: 2M8St&$IlL 25mMTris, 30%Z»BE; 
4.&&y£ll: 2mMNaCl,2mMTris, 8O%Zi0 ; 
5. ftftft: DEPC ttSi±Kj£64fc* 

«Kr*fe*tt«*7C«ffl^*S* PCR liS, K*E£#3te£* PCR 

1. PCR£j&$: 1.8mM dNTP, 3.6mM DTT, 3.6mMMgCl 2 , UuMSItJ— (ff 

#j 5' -gtt tat cac ccg cga aga ag -3' ), 1.1 u M 31^1— (f¥H 5'- tot 
eta gtt gca tga cag ccc t -3') Ik. buffer; 

2. Hft&ttri 0.6U/ulAMViS!^i|, 0.6U/nlTagDNA^g|, lU/ulRNA 

3Mtt: 10n MSARS Uft 5'-FAM-gtt cgt gcg tgg att ggc ttt gat-TAMRA-3') , 
5 u M #J«ff- ( J¥M 5'-HEX-aag ttc tgc tat gtg gcg egg tat- 
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& W 45 317/831 



TAMRA-3') 

5.^*^M: t&ffimmmnvii&ftmx) lxi&Jmu ixio 4 /mk lxiovmietH 

$ SARS-COV K&WtmM RNA 

1517^1.5 ml&'kf, ^-tPK P2> P3, S0> SU S2> S3, ^W^'JiHA^F 







PI 


±»»4^SARS«#ftK*9^JllL» 


P2 




P3 




SO 




SI 




S2 




S3 





±«, K'bft**, «7o-c^io^#f, Sffl^*SiRitinAiioii 

13c7jc£B?, fiiM. *4>«t>. »7Xf^0#iBW««iR»ttHjeHfl£a«W 

SM4>^#iP50ul«^, Ml^j5lOOOOipm^^l^#, % 
&PCR&&$56ul, K«^4to20ul, ^ft&St4nlM£-, 3E4H143JgU<&» 

%>, ^mpcr^&jsw^, #wioi»i, n^»jiwAioiiiBAba»w^* (bp 
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Acquisition 

J.V1UUC 


Program 


Cycles 


icrnperaiure largei 


xioid lime 

vmin: secy 


20 


None 


1 


1 


55 


16: 00 


20 


None 


2 


1 


94 


1: 40 


20 


None 






94 


1 


20 


None 


3 


5 


50 


15 


20 


None 






72 


12 


20 


None 


4 


42 


92 


1 


20 


Single 


58 


42 


20 


None 


5 


1 


35 


30 



«SPK P2. P3«JCHa, £*&m««±#JdffljKW»ja*. g**PT: 





mmWH$L (copies/ml) 


PI 


20 j 


P2 


3.3*10 4 


P3 


23 



